as described by Kramell et al. (Kramell et al., 1988) .
Resulting extracts were analysed by high performance liquid chromatography (Agilent 1200 HPLC system, Agilent technologies, Santa Clara, USA) coupled with a mass spectrometer (MS) (API 5000, Applied Biosystem, Foster city, USA) and equipped with a Turbospray ion source. Two µl of extracts was separated on a Zorbax Eclipse XDB-C18 column (50 x 4.6 mm, 1.8 µm, Agilent technologies, Santa Clara, USA). Two solvents formed the mobile phase: formic acid (0.05 %) in ultrapure water as solvent A, and acetonitrile as solvent B. The following gradient was used: 0-0.5 min, 5 % B; 0.5-9.5 min, 5-42 % B; 9.5-9.51 min, 42-100 % B; 9.51-12 min, 100 % B and 12.1-15 min, 5 % B. The flow rate was 1.1 ml min -1 and the column was kept at 25 ºC. In the MS, the liquid effluent was ionized by electrospray ionisation in a negative mode (-4500 eV). The turbo gas temperature was set at 700 ºC. Nebulizing gas was set at 60 psi, curtain gas at 25 psi, heating gas at 60 psi, and collision gas at 7 psi. The MS was run in multiple reaction monitoring ( , in plants that were nontreated, exposed to buffer, or exposed to single or dual attack by Brevicoryne brassicae, Pieris brassicae, and/or Xanthomonas campestris pv. raphani (Xcr). We had 6 replicates per treatment and time point. Uppercase letters indicate overall significant differences between treatments; lowercase letters indicate significant differences between each treatment for leaves and inflorescences at the 0.05 level. Quantities (ng g -1 of dry weight) in leaves (green) and inflorescences (yellow) of the phytohormones: ABA at (a) day 8 and (b) day 12; JA at (c) day 8 and (d) day 12, cis-OPDA at (e) day 8 and (f) day 12; SA at (g) day 8 and (h) day 12, in plants that were nontreated, exposed to buffer, or exposed to single or dual attack by Brevicoryne brassicae, Pieris brassicae, and/or Xanthomonas campestris pv. raphani (Xcr). We had 6 replicates per treatment and time point. Uppercase letters indicate overall significant differences between treatments; lowercase letters indicate significant differences between each treatment for leaves and inflorescences at the 0.05 level.
Table S1
Output of the generalized linear model for the effects of treatment, plant part and day (duration of exposure to the treatments) on the concentration of the jasmonic acid (JA)-related phytohormones: the active forms ( rd quartiles, ± SD) that developed in and emerged from their respective herbivorous hosts. Hosts of the parasitic wasps were reared on plants exposed to single or dual attack by B. brassicae, P. brassicae, and/or Xanthomonas campestris pv. raphani (Xcr). (b, d) Statistics; overall effects of the treatment were tested with a general linear model with a normal distribution using likelihood function and chi-square test. Interaction between plant treatment and developmental stage was included in the model. The Bonferroni post-hoc test was used for pairwise comparisons at the 0.05 significance level. Uppercase letters indicate overall significant differences between treatments, lowercase letters indicate significant differences between each treatment for males and females at the 0.05 level. N, Number of plant replicates. Outliers are represented by circles (out) and stars (far out).
Fig. S4
Number of adults Diaeretiella rapae and of adults Cotesia glomerata that emerged from Brevicoryne brassicae aphids and Pieris brassicae caterpillars, respectively, reared on flowering Brassica nigra plants exposed to single or dual attack. (a) Number of males and females D. rapae (median, 1 st and 3 rd quartiles, ± SD) and (a) of males and females C. glomerata (median, 1 st and 3 rd quartiles, ± SD) that emerged from their respective herbivorous hosts. Hosts of the parasitic wasps were reared on plants exposed to single or simultaneous dual attack by B. brassicae, P. brassicae, and/or Xanthomonas campestris pv. raphani (Xcr). (b, d) Statistics; overall effects of the treatment were tested with a general linear model with a poisson distribution using likelihood function and chi-square test. The Bonferroni post-hoc test was used for pairwise comparisons at the 0.05 significance level. Uppercase letters indicate overall significant differences between treatments, lowercase letters indicate significant differences between each treatment for males and females at the 0.05 level. N, Number of plant replicates. Outliers are represented by circles (out) and stars (far out).
